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Accurate diagnostic tests are powerful tool to control 
the spread of the human T-lymphotropic virus (HTLV) 
infection. In Brazil, the currently applied diagnostic 
algorithm for HTLV-1/2 screening is based on serologi- 
cal tests (enzyme-linked immunosorbent assay followed 
by Western Blot). However this algorithm is unsuitable 
due to its high cost and the elevated rate of Western 
Blot (WB) indeterminate results. Nevertheless, molecular 
techniques such as real-time PCR (qPCR) can overlap 
these drawbacks because of their high sensitivity and 
specificity. Several studies have described different qPCR 
protocols for HTLV-1/2 diagnosis but they lack suitable 
validation. For this reason, we developed and validated a 
qualitative multiplex qPCR platform for simultaneous 
detection and discrimination of the HTLV-1/2 infection 
in a single reaction tube. A total of 73 HTLV-positive 
samples and 100 samples obtained from non-infected 
individuals were tested. The detection limit was one 
copy/reaction for HTLV-1 and 10 copies/reaction for 
HTLV-2. We observed a high and similar efficiency 
between the single and multiplex format as well as the 
cycle treshold and values. In addition, this molecular 
platform reached 100% of sensitivity and specificity. In 
conclusion, the developed method using one tube multi- 
plex qPCR (confirmatory and discriminatory) for HTLV- 
1/2 was validated. It showed low cost and high sensitiv- 
ity and specificity compared to previously described 
assays and to the traditional confirmatory method (WB). 
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Therefore, this platform can be a supportive tool for the 
current confirmatory methods adopted. 


Authors' details 

^Hemocentro de Ribeirao Preto, Universidade de Sao Paulo (USP), Ribeirao 
Preto, Sao Paulo, Brazil. ^Faculdade de Ciencias Farmaceuticas de Ribeirao 
Preto - Universidade de Sao Paulo (USP) Ribeirao Preto, Sao Paulo, Brazil. 
^Universidade de Brasilia, Faculdade de Ceilandia - UNB/FCF, Brasilia, Distrito 
Federal, Brazil. ''Faculdade de Medicina de Ribeirao Preto - Universidade de 
Sao Paulo (USP) Ribeirao Preto, Sao Paulo, Brazil. 

Published: 7 January 2014 


doi:l 0.1 1 86/1 742-4690-1 1 -SI -PI 05 

Cite this article as: Rocha Junior et al:. Development and validation of a 
Multiplex Real-Time PCR for HTLV-1/2 confirmatory diagnosis. 

Rerrowro/ogy 2014 ll(Suppl 1):P105. 


Submit your next manuscript to BioMed Central 
and take full advantage of: 

• Convenient online submission 

• Thorough peer review 

• No space constraints or color figure charges 

• Immediate publication on acceptance 

• Inclusion in PubMed, CAS, Scopus and Google Scholar 

• Research which is freely available for redistribution 


Submit your manuscript at 
www.biomedcentral.com/submit 


Ob* 


BioMed Central 


o 


Bion/led Central 


© 2014 Rocha Junior et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative 
Commons Attribution License {http;//creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and 
reproduction in any medium, provided the original work is properly cited. The Creative Commons Public Domain Dedication waiver 
(http://creativecommons.0rg/publicdomain/zero/l.O/) applies to the data made available in this article, unless otherwise stated. 


